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Stability of HA-hGH at 37 C in cell culture media 
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Nb2 Cell Proliferation Assay (24hrs) 
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Figure 8. The HA-EFNa expression cassette in pSAC35. The expression cassette 
comprises 

PRB\ promoter, from S. cerevisiae. 

Fusion leader, first 19 amino acids of the HA leader followed by the last 6 ammo acids ot 
the MFa- 1 leader. 

HA-LFNa coding sequence with a double stop codon (TAATAA) 

ADHX terminator, from 5. cerevisiae. Modified to remove all the coding sequence 

normaiy present in the Hind UUBamHl fragment generally used. 



Figure 8 
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Localisation of 'Loops' based on the HA Crystal Structure 
which could be used for Mutation/Insertion 
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Examples of Modifications to Loop IV 



a. Randomisation of Loop IV. 

IV 

151 APELLFFAKR YKAAFTECC Q AADKAA CLLP KLDELRDEGK ASSAKQRLKC 
HHHHHHHHHH HHHHHHHHH HHHHH HHHHHHHHHH KHHHKHKHHH 

IV 
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X represents the mutation of the natural amino acid to any 
other amino acid. One, more or all of the amino acids can 
be changed in this manner. This figure indicates all the 
residues have been changed. 

b. Insertion (or replacement) of Randomised sequence into Loop IV. 

(X) n 
IV 

. 151 APELLFFAKR YKAAFTECC Q AADKA ACLLP KLDELRDEGK ASSAKQRLKC 
HHHHHHHHHH HHHHHHHHH HHHHH HHHHHHHHHH HHHHHHHHHH 

The insertion can be at any point on the loop and the 
length a length where n would typically be 6, 8, 12, 2 0 
or 25. 



Figure 10 
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